RECEIVED 

AuV'1'4 2002 

J?* IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 1600/2900 



? **]*^*pplication of: Hideaki HOSOKAWA, et al. 
Serial No.: 09/594,577 
Filed: June 15, 2000 



Group Art Unit: 1642 
Examiner: Gary B. Nickol 




FOR: A METHOD FOR DETECTION OF C ARCINOEMBRYONIC ANTIGENS HAVING 
A MODIFIED SUGAR CHAIN STRUCTURE 



CLAIM FOR PRIORITY UNDER 35 U.S.C. 119 



Commissioner for Patents 
Washington, D.C. 20231 

Sir: 



August 12, 2002 



The benefit of the filing date of the following prior foreign application is hereby requested 
for the above-identified application, and the priority provided in 35 U.S.C. 1 19 is hereby claimed: 
Japanese Appln. No. 11-172485, filed June 18, 1999 
In support of this claim, the requisite certified copy of said original foreign application is 
filed herewith. 

It is requested that the file of this application be marked to indicate that the applicants have 
complied with the requirements of 35 U.S.C. 1 19 and that the Patent and Trademark Office kindly 
acknowledge receipt of said certified copy. 

In the event that any fees are due in connection with this paper, please charge our Deposit 
Account No. 01-2340 . 

Respectfully submitted, 
ARMSTRONGyWESTERMAN & HATTORI, LLP 



Aye 



Daniel A. Geselowitz, l(r/D. 
Agent for Applicants 
Reg. No. 42,573 



DAG/plb 

Atty. Docket No. 000683 
Suite 1000, 1725 K Street, N.W. 

Washington, D.C. 20006 

(202) 659-2930 




23850 

PATENT TRADEMARK OFFICE 



Enclosure: Priority Document ( 1 ) 

H:\FLOATGRS\DAG\000\000683\cliiini lor priority 



RECEIVED 

A UG 1 4 2002 

& m # ft ft jechc ^ter mom 

PATENT OFFICE 
JAPANESE GOVERNMENT 

%mmtt<?)wmz $mz nx v> * m-mt-nm&mm^z gems nx 

This is to certify that the annexed is a true copy of the following application as filed 
with this Office. 

th m * n a 

Date of Application: 1 9 9 9^ 6^180 

tt m # 

Application Number: ¥-f% 1 1 ##g^Mfl 1 7 2 4 8 5 # 

fU SI A 

Applicant (s): 5ftI3fc*6I&X!i£tSfc^^*t 





ffifE# 2000-3048208 



i 1 — 172485 

[*S3S##] H11P010 

[ft*] ifiH/ir 

[ft*] Rt& . 

[ft*] M*t «- 
C#fFm0A] 

[f»J9ff##3 000252300 

[ft*X«*#] *H3fe*6SSXISSI*5££*£ 
[fWt] 

[#TOC7)^] 

[^»#tR##3 006035 
[*ft#&ffi] 21.000R 

[#>#*] ftffltf i 

[&#*] EI® 1 

[&#*] Mfa* i 



l 



2000-3048208 



ft ¥ 1 1—172485 
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(j^t, ce A^ne^^fceiB-rs. ) cEAicubtiii 

[Sfsfc^ 2] CE AMt C E AS|g^i:^«i^Sefi:®t^©t 
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m&mi 2] c e ai ^ c e Ai^ft t#siiiMef t ©i^© 

C E Aii: c E AM«i:0lM0ii: ztiboim^m 

filM^t, 4^bfeCE A^f£ C E AMU&mfo£<Dm&fo<DMX.Z$C E 

C»*^15] CEAl^^t CEA£*g^#&tm£*ra*^SB 

«h£MJ&£-fe>\ ^bfcCE AltCE AMMi&ffifo£<Z>m&fa<DM, &Z$C 

eaiwea £ ftfemmffiism £ * « w& u , 

Le y »feS, 1 8 iCffi*©^*^. 
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#^ 11-172485 

yxiz-f ytfy-?* H^i 6 jcfa«<z>¥(I£#& 0 

K 

4 fCSB*©* y ho 

Le y »fe§, H#^2 6JC|H*0^y h. 

ff#g|2 6 JCflB*©*^ ho 
[»#S2 9] l/^f>^L-72-^ftl/^f>, D-;tf9* h-*Xtt 

fe^>. H^jS2 4 JCfB«©*y ho 

.[|f*^3 0] uVT-ytfnyx-f-AvyA, M^v^^-y^ 

>X«>f m^^M2 4 ICffi*©^ h = 

[f§IEtf>fN»l&fJ8] 
[0 0 0 1 ] 

*$&mit. I&B'JI&UM (carcinoembryonic antigen, J^T. r C E A J £Vfe 
[0 0 0 2] 
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[0 0 0 3] 

&V^h8B^£4l£. (Katsuko Yamashita, J.Biol .Chem. ,264(30) ,17873-17881(1 
989), Katsuko Yamashita, Glycobiology , 5(1) , 105-115 (1995) ) „ L 7^ L 

[0 0 0 4] 

L J: 3 £ ^SSiffl] 

4ftS*Kfftf©#gCE ASS:«m7?SS^r& £©«Jj£*§*fc:g^£«&iB 

JSlf b » 3 #S£slft ic ^ <o #> (c m v > *i & umoimm & & „ 

[0 0 0 5] 

CD ce AMcD^mnmzmmMteffifo (js*t, r cEAsig^j ^b§ib 
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(3) cEAiu«i:, Mii^iai^ttstt^s, mmomm 

[0 0 0 6] 

tt»tf»OC E AI©11, #^©^Mb^Hm«3tS:^-r-5C E AM&Xlt/X. 
Z$?n£W<DMmW&$:m?2> C E A|M;&$![£ L#S 3 £ £ Mffi U JgfCflBS 
#^©^M LfcfcSB#3i C E A3MXte**U^<Z>«NK 

t^CE A8Xli*;ftJ!a#©tt&#&£^ S C E ASCi^^, 

[0 0 0 7] 

#3§^c£&£c e A^M-^-m^^ bra, c e AM&^mmcftmwte&w 
, ^tt^> c«c) ^mm^y*-, i98i] ^}cfB«©^^(c^oT, 

4^ 16, 0i¥, ^yx^<DMmzW%.MMZ#L&LXftmt$n 
*jKU ^n-^vHSffitt-efc, £v^±£fcmi£, BP*>;r^-£ *;t,*#-f > (Na 
ture, 256#,495H,1975) iC J: »J fit£3 ft £3HM&1^£lC^o T, ffifitliv^X 

^«W^©^T<©CEAS^^aJEfc*5tM«©ifcS:Ji'r (MASAHIDE 
KUROK I , HYBR I DOMA , 4 ( 1 1 ) , 39 1 -407 ( 1 992 ) ) . 
[0 0 0 8] 

c e Amu^mmz b frmmm&zmtz ceai© iu l r=.m 
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m^j h«fsa-r* 0 ) swifts. 

[0 0 0 9] 

xiz/&Tfi/Tjum&m<D&&&tg&m't&tiifa MizMfamziz, writhe*, 

L e b , L e x , L e y ^©;i,-f *M*g& 5 #Dl,-f *tft#, S - L e a , S - 
[0010] 

7 4 - - ij =y A *C - Rj& & £ i± 1/ ^ ^ > # if © j; e, & fg T*?§ m $ ft £ V \ a* 
%S^'&l;?^y tit. 77^f^ - ^7 5 A(C— H.M-^$i±7t^ > D-#^h 

[0011] 
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[0 0 12] 

*$&w\z&^t. ft&mmm&in*. zvuftmizit, ®±sBLfc*&£i/*^ 

ifim't&mmmm. JSCJIft&KttMAtfYaaaiioto, K. , Eur. J. Bi 

ochem., 143(1), 133-144,1984^(7) ^{CSH^^tlfe^J^liM^T^^o 
[0013] 

^#i:#gii^50i t ^^Jtll^^itT, #9*tf c E a^£ c E AM%§ 

[0014] 

«S, <DC E Aii: c E AUS^ft tMHi^gQf t 
ffl^MLfcCEAi) <DM£, CEAlfcCEAS|g«i:0iA ft (^.^ 
^fflliiI?:tt§CEAi) <Z>*fC*^>V%T¥[[S££?T ? X«®CEA 
S^CE A £®4r£#<z>i (^ftJK^oftHKfllii&W'rs c E AM) 

&t>*C E AMU C E AJS^^^^Jg^^geRi:©^^ (*g&tt&<Z) 

© i ^> ^w-rn^cEA s^^x. tf#£tt&*g^5 a ft t & ^ l 

[0 0 15] 

I: S C E A^tf-etLM©iiii$:tt5 C E Alf T'feS. ft, C E 
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[0 0 16] 

jgjcjifriftfc^tui, mz.i*\s9*yx\*tn.cE Affi#ii$<Dttfemm%&& 

J^TicCE A^©M^#&tf>JI#:M£M^<S>o 
[0 0 17] 

i. mfett&zm*K.m&"r&jjm. 

[0 0 18] 
I - 1 . iCEAlOfg 

C E A &J§V\& gfo'jkftOmMmz i: »JMSi-*lti <fc 

[0 0 19] 

1-2. ^Mlfe#g0iIMI:tt5CEAl0lS 

1-2-1) CEA£jB^ffi#05£ffc*$8ttffi#&#V*S;£&, 

-CEAlig«-CEAS 

i*m&mm - c e a^m-^^- c e Ai-^iMii^get 
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[0 0 2 0] 

i - 2 - 2 ) ^ii^geiisf^^fifB«t§M^5^& 
Mx.&itm. stm. mm. ^m^mm^m^miam. mm. mmv> i £fo& 

ttm&mm -#gii^ses-cEAi 

i^m&mm -Mii^gei- ceai-sice AMffin?&nk 

vAMmmtnm&zm^&Ammz^Tiztbzm-fzziiizj: »j, 

[0 0 2 1] 

i-2-3) suR^ftf^se^seeaiifji^^n^h^^^-r- (hpl 
c) ^tzm^z^m, 

m^ititm. Mm. mm. ^m^.mm<D^mmm. mm. 

es-cEAi- im^^E. c e a ^M-^Jn:^ 
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, mmmmm w^m zce AmmmiKDm^^m-t^kmmmz^ritub^ 

So 

[0 0 2 2] 

1-3. ttfe<Dmmmm&H<Dmmmi&zm't&cEAm<DW& 

£ C E Ali:#gHilS^g0fi:0^#; (jgJT, li^CEAlj 
3B"T**-^*«*S. ) ^cv^Tf. fi^CEAi^, #^!fgi!M 

^gai^b^ofcCEAi, wv^*.;m£, #5t<B»«*^JK#©*ifll 
il&ttSCEAl (J«T, r «CEA|j tWUH-T-BIB^&S. ) £ 

ja^uss, ^mksss, ^^bi^, *&*«frife3f(z>&#4**& 
© ftn-%m zmmLx ^ am-*- & ^tiay c e a as© # & & « 

ce Amffi&mfazm^&gft&tn&mfemz j: um^-t^z^icj; *j, 

[0 0 2 3] 

1-3-2) ffi&&CEAM&&ffifo$:m^2>*m 

c e Ai^#?:®^ ft i fe^^TO^, maim, ifa?if, mm 

[*?§'f£}E#] -CEAS«Mft-CEA|B 
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# (JKT, ra^ftCEAl|g«j hB&ia-t-So ) £,5^£i*T, TfB 

- C E A£*g^ffi#- C E AjS-ffg««iB^geR 

- CEA^jB^ffifl: - CEA^ - «»&-&ffiCEA8*g-£#Lfl; 

&f?oT»e>*ifc, (M^ffi) ii C E A£mKfc®BS#&^tfc*i» 

[0 0 2 4] 

1-3-3) m&&CEAmi£&ffi{*Wfc{£*m&&{**m^&J3&i. 

mfemmffi&m&9t£*Bifo2i*:, m^^mm^cE am^ 

z*m&mm -MCEAiM^-#^CEAl 
[0 0 2 5] 
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1-3-4) «ij»MCE Amt£&tfL<*£.HPLCt$&m*ZJjm. 

mz-izskm. jfiim> mm. &m&mm(Df&ftmmm. mm. mm<D^ 
ice Aii^p,#giifTO0iiii$;tt§cE am 

*©tt«*3i&^rSCEA£ (M^CEAi) *fcfc, iCEA»?,M 
WJI5:it§CEAl (fi^CEAD * b §f < d £ iZ J: o T 

[0 0 2 6] 

1 1. wfe%t*&-me>mfemft'i*wfe-t&j5m. 

I 1-1. «!«CEA»^St^i:^«[«^fie«S:ffi^S*«S 

#^¥7-191027#^|g{CP ? g^$tlfe^^(cmCT^T<Z)^I<ff^liJ;VN o 

i!CEAlg«-CEAl 

mtc e Amm<&ffi#i-c e A^-#5M$ys^s6« 
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#^iiiii:ft5c e Amx\$/M^nuft<Dmmmm.it^i-?z> cem 

[0 0 2 7] 

I 1-2. #l^ftCEAHSm AjBiB^^&tf^*^ 

«3B#JR-&teC E A&JJg^jftft- C E AS-jBteftC E AjB*g-£Jft# 

*3«#3»^ffiC E AI^M-CE Al-#Sii^gef 

#C^T», i'*ie>«^#Mt5C36lt©«»^j»^ffiCEAS^*n:#S:, ®^ 

^is^jtsr^-rs c e A&xi*/&&*tiMft<Dmmmm*m'?&c e 

^#SCE ASJRlgiiCDgSfil&^-tttAMl^ttc^TttibS^Sii: 
tc«fc U, ©#3£*«l»3tS:^-rsCE A^&tf*;n##<8|S&#^£^ 

SCEAi, MtffCdft^CE A*B©-£tf\ SP^iCEAi5:-MtT^ft 
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[0 0 2 8] 

I 1-3. iiCEAi|§m l^ftC E AiM^^St)f#£iil5^ 

stir, ®mxj*m, mm. mm. &m&mm<Df&ftm&m. m^© 

Mf&C E A C E AI-IMC E AjB*g-£#fc# 

«a»c e Asan^ft- c e Ai-#^ii^ias 

W)&iMB*i3i&;ff'rS C E Aj®Xt±/&t5-e4xJK^©«f«*5t s:**rs C E AM 

©#s*«i*3ts:^'r « c e Am&&*tiJikfii><Dmmmi&z*i't& c e ah, 

!>*{C^tl e> C E A£(B##f\ BPt>mC E Al&-l0iraa)§3t^T't5 

. a *>jc«srce AMffi&ffifavjxmmz. mwtcEAmu^mi^t^h-^ 

«f J«4)- ^ © tt« © 31 v ^ & ^ § < s ^ h Tf S S CD T? , Jfo*U/&# © Jg# & < 
[0 0 2 9] 

C E A£*g-£#ti#«:MV*S gflt^oCE AHM/TSUi, M/ltfC E AjE*g-£ 
ffi#£LT#fcCEAjgj?fc#&JBv*T, V^*3i^ -SMtaR^ffiM^SSfi (EIA) , ;&fr*fj& 
JStlM^ffi (RIA) , ELISA, &2t&&W&m (FIA) , HP LC£MV^$!fJt 
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& * © c e a mm^tfi^^mm^m a « & s^c *r & * tc m v % & n s 

[0 0 3 0] 

hi/^-if, ^;i/^-^^^*-if (POD) , V-f ? n >f 

^ti-5 99m Tc, 131 1, 125 1, 14 c, 3 H^<Dttm&m&7bm. «^«fiat? 
, >r v;i/^ y -A/, tr* (2,4,6- u 7n d ^oin;u)^-^if b 

*^©^astCi»JRS:^"r**R. M^.«4-T^ y -2,2,6,6-^ h^^^^tf 

s?>-i-;f y-2,2,5,5-^ h 9*^;i/bfn U 

, 2,6-s;-t- ^;b-a-(3,5-^-t-^;i/-4-^-^v-2,5—>^ n^^iJ-^xv-i 
->f U > ) -P- h U ^ * * ^ ^ © * # i/ S: ^ S -f b tc S s ^ t; 

[0 0 3 1] 
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[0 0 3 2] 

*mM<DHPLczmH?&wfemizm^xm^bnz>HP lcm^s^, m 
ii«¥7- 19102 7#&#, nm^B-soi99b^Am^izm^nrc. Z\ 

*t^3-frfe, CE AMffi&ffifo^femmffi&m&M^ltm^X&J:^. 
[0 0 3 3] 

m*.\*i$V#fi'*^y&, tiiVyx^^ifyM, jJ<UU^>, ^ur;i/^->, 

£-VU^5 K# >^n >f 3^>)X^>W ^ F [N-( e -maleimidocaproyloxy) 
succinimide] (EMCS) ,N-^# SV >-< ^ 5*^/-6-V W ^ K'S^-tf-/ ^-f t> (N-Suc 
cinimidyl-6-maleimidohexanoate) , tf^.TU'-Y^ 3f"9*> (Bismaleimidoh 

exane) (BMH) , * 9 ?)\,T % y^<D C E A^M^m^^^^S &KfC&t 

»¥9-301995#&«U:ffl*;*Jhfc4-(p-Vl/>f 5 K7i^) ^ U ;i/Ala-(Tyr ( 
S0 3 H)) 5> 4-(p-7U^U*7i-;i/) ^U;i/Ala-(Tyr(S0 3 H)) 8 ^©3®U«S^ 

mi-?* ks?##* b<w e^ti^o ^gt^-t^im, i^ftt^scE 
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[0 0 3 4] 

(1) R I Ai&miF I A^lCfcV^T— JKJC*r:fo*lT 

ibttM-mm. SlJtS, *tU#0, 1971 Mftiftft, /rf£«^ f IE 

«)v7i>^i>m 1983 ;&m&&Mfem. ^)\\mm> m^jb, 

, H2jR, B^gS, 1982, 30 , (2) Bfl^&©&«©fcfl|r£J:tf|g-£;£«£ 
m&K<z>fc¥&M <±> <T> , Jffi^fBH, jgfcHKSfr, W*t#t, ft 
&»ti& HIE (80^fflJR-fe>*-, 1981 ; jK'Jifl/>^U n-)\,&ffi 
191, SBffll&zHa, £ft3*, H62^, Hll#, P1351-1362, (*±) B^M^ 
^, 1990 ; DNA PROBES, George H.K. and Mark M.M. STOCKTON PRESS, 1989 , ^ 
) <glzmVXft?UZ&\<\ 
[0 0 3 5] 

»J sS© m& £ ft e> r h # oflB-e & -5 o 

-?&z.£K&v* ffiomm m<z>&&mm zmm-tzzt 

[0 0 3 6] 
[0 0 3 7] 



ffiH^F 2000-3048208 



11 — 172485 

[0 0 3 8] 
[0 0 3 9] 

itmm. &mt5z>m. ria, e i Aizm^ibtiT^2>mffimiz±-zm\?t>n 

[0 0 4 0] 

T fc & # tfT 0^ 5: Jl (c (c i£ ^ -T -5 £ ti HJfefl! 

[0 0 4 1 ] 
[HMM] 

mmm 1 hplcicj:*ce As*KB#»!iiW£Sfe 

(POD8»CE AS&^iftflO 

nmz.£ U Fab' £U ^<Z)Fab' tPODt $:^^{C J: »J *g-&S-frT P O D*|R 
CEAllSMfttl^ 

CEA (COSMO-BiofrJg) &50»MU (pH6. 5, 0. 9%NaCl , 1 % BSA^r 

^■)tcM^LT1000ng/mli: L *»<Z> £M V^. 
(C E ASCtt^jgrM^M^flMS^OfKil) 

(HPLCM) 

##T#3§ : M^^OV - (LC-9A (#0 A&SBtfUffSS) 

tfn/Zi&ftWft^* 22,000~660,000 
#flrJB$8IiS[ : 50mM PBS pH7.5 
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MMSII : 25mM 7"fe h 7 ^ K7 x J (15mM? x PH5.5) 
8K£ : »«?ftl"l/«in, £R«0.1«l/min 

^ffi : Ex 328nm, Em 432nm 

CD CEAlgMft©iOT(Dig 

»98zK30^HCPOD«Ri«CEAS*§^tFt^»?R30ul (*/t#tRS : 1X10~ 8 M) 

AU #lt L&#ib, ME^C* >^>T'##rffl««^£«JU 60°C, 30# 

<D«ftC E A^©^m^e©5SM 

»f*30^1fcPOD«»CEA3Bjg#ffi#»«30ul : 1X10" 8 M) & 

JOT*., 30°Cl?30#ra£/&£i±£^, MjSBECD30/t l&d*;i/<5ift;&9-MC$£AU 
^11^^, ^ffiMfCtf >^>T*#^««ft^£»K 60°C, 30^/SlCJ: 

©iific e Am.(D&m®.w.(DmM 

«**30/i UCPOD^ICE A^M^tm^M30ul 1X10" 8 M) & 

ft!*., 30TCT?304M!3SlSS-ftfc. ^^t'MiMftt'feS L e b |:^ftS 
jftft (Signetfljg) ^50«MU >|fta«f«(pH6.5,0.9%NaCl f 1% BSA<M\ m# 
ftg: 1X10~ 7 M) 30# l&jKJGS&fctCflD*., 301CT?30^ra J RJCBS-&fe o 

[0 0 4 2] 

mi (a)©ig**f), 36«t©poD«acE Am^mm*uw$?mmiftv> 

3 C E A^- P O DmmC E A&^ffi#©&a$*|tefl;<Z> fcf- 
##ErW*&8.5#©ffi«tCffl3il, (01(b)), 3?JC^*S«*§^St#S:a5i 
aDfSh, hT-^l^tC, P O D^IC E Ai^ift-C E Ai-^iM 



ffilE# 2000-3048208 



11 — 172485 



01(c)). JaL e k}/t#:<£>f^;fo y JCfttL e y Ja^$:M V^T|hI^|c7)||J^$:^to 

T POD««CE A C E A&-4#j£«tRa§-&ffi#©&&«## 

[0 0 4 3] 

JSU:© £ i: <fc »j, CEA g?Mlir^#:,& #^*gilMlE?S B St & ffl v * s #2§0J! © 

[0 0 4 4] 

c p o d«i»c e Am&&ffim 
(«**) 

(MCEAlfflMS) 

i timvm%£. &m&pa*\ j^r©j:^jcuTffofc. ft, hplci 

CD Mff30^1fCPOD*»CE AS*g^SE#»*30ul (#t#«£ : 1X10~ 8 M) 
£flH*., 30°C-e30#r^*S£i±£ o & V^ffitt^trtft-eifc -5 S-Le a ,S-Le x ,Le a ,Le 

, *lLe a Jfi:^2itFStLe y ^^«Signettt«|) ^50mM V yMWtmWL (PH6.5 , 0. 9%Na 
Cl.lXBSA^, gt#»lt : 1X10" 7 M) 30 # 1 fcS JESS Kill;*., 3gfC30°C T*30# 

® jRJSffc, ^^©30^ l&4*;i/5iflb&9AJC$tAU #fltbfc#£, ?§ffi?£JC 

*>9>f >T?^«ffflSR?S=&aSitI, 60°C, 30^£jfc£«fc »J£/*"rS£}te*&tfeffl 

(CEAilS • Sfll#&) 
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V 1 ttC E Ai-P O DflC E Alg^<$©MS^ft© tf - T'^ 'J, \£ 
- * 2 l± P O D«»C E A^-a-^-C E A£-4#je«S«M#Jfi#<0&&«^tf; 

= 2<Dmm./ ,(hf-# 1 ©®gt+t:-^ 2©®^) ] X 1 0 0 

[0 0 4 5] 

^1 
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[Name of Document] Specification 

[Title of Invention] A method for detection of carcinoembiyonic 

antigens having a modified sugar chain 
structure 

[Scope of Claim for a Patent] 

[Claim 1] A method for detection of carcinoembiyonic antigens 
having a modified sugar chain structure which comprises using an 
antibody against a constant region of carcinoembiyonic antigens and a 
protein capable of recognizing a modified sugar chain structure of 
carcinoembiyonic antigens. 

[Claim 2] The method according to Claim 1, wherein the detection is 
conducted by measuring an amount of a complex of carcinoembiyonic 
antigens, an antibody against a constant region of carcinoembiyonic 
antigens and a protein capable of recognizing a modified sugar chain 
structure of carcinoembiyonic antigens. 

[Claim 3] The method according to Claim 1, wherein the detection is 
conducted by 

reacting a sample with an antibody against a constant region of 
carcinoembiyonic antigens and a protein capable of recognizing a 
modified sugar chain structure of carcinoembiyonic antigens to give a 
complex of carcinoembiyonic antigens, the specific antibody and the 
protein, and 

measuring an amount of the complex. 
[Claim 4] A method according to any one of Claim 1 to 3, wherein the 
protein is an antibody or a lectin. 

[Claim 5] A method according to Claim 4, wherein the antibody is 
one recognizing a sugar chain containing a fucose residue and/ or a sialic 
acid residue. 

[Claim 6] A method according to Claim 4, wherein the antibody is an 
anti-Lewis type sugar chain antibody or an an ti- sialyl Lewis type sugar 
chain antibody. 

[Claim 7] A method according to Claim 6, wherein the anti-Lewis 
type sugar chain antibody is an anti-Le a antibody, an anti-Le b antibody, 
an anti-Le x antibody or an anti-Le 7 antibody. 

[Claim 8] A method according to Claim 6, wherein the anti-sialyl 
Lewis type sugar chain antibody is an anti-S-Le a antibody or an anti-S- 
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Le x antibody. 

[Claim 9] A method according to Claim 4, wherein the lectin is an 
L-fucose binding lectin, a D-galactose or an N-acetyl-D-galactosamine 
binding lectin, a D-mannose binding lectin, an N-acetylglucosamine 
binding lectin or a sialic acid binding lectin. 

[Claim 10] A method according to Claim 4, wherein the lectin is 
Concanavalin A, Ricinus communis agglutinin, Lens culinaris agglutinin 
or Phytohemagglutinin. 

[Claim 11] A method for detecting a cancer which comprises using an 
amount of a carcinoembryonic antigens having a modified sugar chain 
structure as an indicator for the detection. 

[Claim 12] The method according to Claim 11, wherein the detection 
is conducted by 

measuring an amount of a complex of carcinoembryonic antigens, 
an antibody against a constant region of carcinoembryonic antigens and 
a protein capable of recognizing a modified sugar chain structure of 
carcinoembryonic antigens, and 

using the amount as an indicator for the detection. 
[Claim 13] The method according to Claim 11, wherein the detection 
is conducted by 

measuring an amount of a complex of carcinoembryonic antigens, 
an antibody against a constant region of carcinoembryonic antigens and 
a protein capable of recognizing a modified sugar chain structure of 
carcinoembryonic antigens, and an amount of a complex of 
carcinoembryonic antigens and the antibody, and 

using the amounts as an indicator for the detection. 
[Claim 14] The method according to Claim 1 1, wherein the detection 
is conducted by 

reacting a sample containing carcinoembryonic antigens with an 
antibody against a constant region of carcinoembryonic antigens and a 
protein capable of recognizing a modified sugar chain structure of 
carcinoembryonic antigens to give a complex of carcinoembryonic 
antigens and the antibody and a complex of carcinoembryonic antigens, 
the antibody and the protein, 

measuring an amount of these complexs, and 
using the amounts as an indicator for the detection. 
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[Claim 15] The method according to Claim 1 1, wherein the detection 
is conducted by 

reacting a sample containing carcinoembryonic antigens with an 
antibody against a constant region of carcinoembryonic antigens and a 
protein capable of recognizing a modified sugar chain structure of 
carcinoembryonic antigens to give a complex of carcinoembryonic 
antigens and the antibody and a complex of carcinoembryonic antigens, 
the antibody and the protein, 

measuring each independently an amount of these complexs, 
calculating a ratio of the amount of the latter complex relative to a 
total amount of these complexs, and 
using the ratio as an indicator for the detection. 
[Claim 16] A method according to any one of Claim 12 to 15, wherein 
the protein is an antibody or a lectin. 

[Claim 17] A method according to Claim 16, wherein the antibody is 
one recognizing a sugar chain containing fucose residue and/or a sialic 
acid residue. 

[Claim 18] A method according to Claim 16, wherein the antibody is 
an anti-Lewis type sugar chain antibody or an anti-sialyl Lewis type 
sugar chain antibody. 

[Claim 19] A method according to Claim 18, wherein the anti-Lewis 
type sugar chain antibody is an anti-Le a antibody, an anti-Le b antibody, 
an anti-Le x antibody or an anti-Ley antibody. 

[Claim 20] A method according to Claim 18, wherein the anti-sialyl 
Lewis type sugar chain antibody is an anti-S-Le a antibody or an anti-S- 
Le x antibody. 

[Claim 21] A method according to Claim 16, wherein the lectin is an 
L-fucose binding lectin, a D-galactose or an N-acetyl-D-galactosamine 
binding lectin, a D-mannose binding lectin, an N-acetylglucosamine 
binding lectin or a sialic acid binding lectin. 

[Claim 22] A method according to Claim 16, wherein the lectin is 
Concanavalin A, Ricinus communis agglutinin, Lens culinaris agglutinin 
or Phytohemagglutinin. 

[Claim 23] A kit for detection of carcinoembryonic antigens having a 
modified sugar chain structure which comprises an antibody against a 
constant region of carcinoembryonic antigens and a protein capable of 
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recognizing a modified sugar chain structure of carcinoembryonic 
antigens. 

[Claim 24] A kit according to Claim 23, wherein the protein is an 
antibody or a lectin. 

[Claim 25] A kit according to Claim 24, wherein the antibody is one 
recognizing a sugar chain containing a fucose residue and/or a sialic acid 
residue. 

[Claim 26] A kit according to Claim 24, wherein the antibody is an 
anti-Lewis type sugar chain antibody or an anti-sialyl Lewis type sugar 
chain antibody. 

[Claim 27] A kit according to Claim 26, wherein the anti-Lewis type 
sugar chain antibody is an anti-Le a antibody, an anti-Le» antibody, an 
anti-Le x antibody or an anti-Ley antibody. 

[Claim 28] A kit according to Claim 26, wherein the anti-sialyl Lewis 
type sugar chain antibody is an anti-S-Le a antibody or an anti-S-Le* 
antibody. 

[Claim 29] A kit according to Claim 24, wherein the lectin is an L- 
fucose binding lectin, a D-galactose or an N-acetyl-D-galactosamine 
binding lectin, a D-mannose binding lectin, an N-acetylglucosamine 
binding lectin or a sialic acid binding lectin. 

[Claim 30] A kit according to Claim 24, wherein the lectin is 
Concanavalin A, Ricinus communis agglutinin, Lens culinaris agglutinin 
or Phytohemagglutinin. 

[Detailed Explanation of Invention] 
[0001] 

[Technical Field of Invention] 

The present invention relates to a method for detection of 
carcinoembryonic antigens (hereinafter abbreviated as CEA), in 
particular, a method and kit for detection of CEAs having a modified 
sugar chain structure. 

The present invention also relates to a method for detection of a 
cancer which comprises measuring an amount of CEAs having a modified 
sugar chain structure and detecting cancer on the basis of this amount 
[0002] 
[Prior Art] 

So-called carcinoembryonic antigen (hereinafter abbreviated as 
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CEA) is one of embryonic antigens originated from cancer cells, which is 
composed of a glycoprotein having a molecular weight of about 200,000 
and a sugar content of about 50 %. CEA is produced from a surface 
of a normal mucosal cell of digestive organs and also from tumor tissues. 
It has been known that no CEA is found in blood of normal human beings 
but an amount of CEA is increased in blood and cells of human being 
suffering from organ, cancers such as colorectal cancer, lung cancer, 
stomach cancer, breast cancer and liver cancer. Therefore, ari 

amount of CEA has been useful as a marker for detecting various kinds of 
cancers, and measurement of an amount of CEA in blood has widely been 
used for screening of cancers, observation of progress of diseases after 
operation and prevention of recurrence of cancers. However, 
detection of cancers has been difficult to conduct, if the cancers are at 
rather early stage, only on the basis of the amount of CEA in blood. 

Therefore, for the purpose of detection of cancer cells at rather 
early stage, an X-ray diagnosis, an endoscopy diagnosis etc. have been 
conducted. However, there have been such problems that detection 
of cancers at rather early stage is hardly possible by an X-ray diagnosis, 
and an endoscopy diagnosis is influenced by a level of a diagnosis 
technique and knowledge. 
[0003] 

On the other hand, CEAs from normal mucosal cells of digestive 
organs capable of producing CEAs, and those from tumor cells have been 
obtained separately in pure state, and analytical studies have been 
conducted on the sugar chain structures of those CEAs, whereby there 
has been found a difference in the sugar chain structures between CEAs 
from normal mucosal cells of digestive organs and those from cancer cells. 
And consequently use of those phenomena has been expected as useful 
for cancer diagnosis. (Katsuko Yamashita, J. Biol. Chem., 264 (30), 
17873-17881(1989), Katsuko Yamashita, Glycobiology, 5 (1), 105-115 
(1995)) Possible methods using this phenomena, however, would 
involve such problems that purification of CEAs and analysis of sugar 
chain structures thereof are necessarily required and therefore it takes a 
lot of time to conduct the necessary diagnosis. 
[0004] 

[Problems to be Solved by the Invention] 
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The present invention has been accomplished taking the above 
mentioned situation into consideration, and its object is to provide an 
easy and simple method for detection of CEAs in samples originated from 
a living body, to provide a method for detection of cancers on the basis of 
the CEAs amounts and also to provide a kit used in said methods 
[0005] 

[Means for Solving Problems] 

The present invention comprises the following features in order to 
attain the above-mentioned object. 

(1) A method for detection of CEAs having a modified sugar chain 
structure which comprises using an antibody against a constant region of 
CEAs (hereinafter abbreviated as a CEAs binding antibody) and a protein 
capable of recognizing a modified sugar chain structure of CEAs 
(hereinafter abbreviated as a specific sugar chain binding protein). 

(2) A method for detecting a cancer which comprises using an 
' amount of a CEAs having a modified sugar chain structure as an 

indicator for the detection. 

(3) A kit for detection of- CEAs having a modified sugar chain 
structure which comprises a CEAs binding antibody and a specific sugar 
chain binding protein. 

[0006] 

Namely, the present inventors have earnestly investigated in order 
to solve the above mentioned theme to reach such a finding that the total 
amount of CEAs in a sample originated from a living body, an amount of 
CEAs having a specific modified sugar chain structure and/or an amount 
of CEAs having a sugar chain structure other than the specific one can be 
detected by using an antibody against a constant region of CEAs and a 
protein capable of recognizing a modified sugar chain structure of CEAs. 
And present inventors have further investigated to arrive at the finding 
that an amount of CEAs having the specific modified sugar chain 
structure or an amount of CEAs having a sugar chain structure other 
than , the specific one, or a ratio of an amount of the CEAs having the 
specific modified sugar chain structure or a ratio of an amount of the 
CEAs having a sugar chain structure other than the specific one relative 
to the total amount of CEAs is useful, for example, for detection of 
colorectal cancer. The present invention has been accomplished on 
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the basis of these findings. 
[0007] 

The CEAs binding antibody of the present invention is not 
particularly limited and any antibody may be used so long as it is an 
antibody capable of specifically binding to a constant region of CEAs. 
The antibody may be either of the following polyclonal antibody or 
monoclonal antibody: e.g. a polyclonal antibody prepared by immunizing 
animals such as a horse, a cattle, a sheep, a rabbit, a goat, a rat, a mouse, 
etc. with CEAs, according to a conventional method, for example, the 
method described in Matsuhashi Tadashi et al. "Men-ekijikkengaku 
Nyumon" 2nd ed., GAKKAI-SHUPPAN CENTERLtd., 1981, etc.; and a 
monoclonal antibody produced by hybridomas obtained by fusing cells 
from a tumor line of a mouse together with spleen cells derived from a 
mouse immunized with CEAs, according to a conventional method, i.e., a 
cell fusion method established by G. Kohler and C. Milstein (Nature, 256 , 
495, 1975). These antibodies may be used singly or in proper 

combination of two or more thereof. In the present invention, "a 
constant region of CEAs" means a region common to all CEAs in body 
fluid (MASAHIDE KUROKI, HYBRIDOMA, 4 (11), 391-407 (1992)) 
[0008] 

The CEAs binding antibody includes an antibody having a 
property of binding to the constant region of CEAs but incapable of 
binding to CEAs having a modified sugar chain structure to which a 
protein capable of binding to a modified sugar chain structure (a 
specific sugar chain binding protein) is already bound (hereinafter 
abbreviated as a competitive CEAs binding antibody) and an antibody 
having a property of binding to all CEAs no matter whether a specific 
sugar chain binding protein is already bound or not (hereinafter 
abbreviated as a noncompetitive CEAs binding antibody). 
[0009] 

The specific sugar chain binding protein in the present invention 
includes, for example, an antibody and a lectin, which are capable of 
specifically binding to a specific sugar chain structure of CEAs. 
Examples of the specific sugar chain binding protein include those 
recognizing a sugar chain containing a fucose residue and/ or a sialic acid 
residue, more specifically, an anti-Lewis type sugar chain antibody 
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capable of recognizing a Lewis type sugar chain structure such as an 
anti-Le* antibody, an anti-Le» antibody, an anti-Le* antibody and an 
anti-Le* antibody; an anti-sialyl Lewis type sugar chain antibody capable 
of recognizing a sialyl Lewis type sugar chain structure such as a S-Le* 
and a S-Le*; a L-fucose binding lectin such as Lotus tetragonolobus 
agglutinin; a D-galactose or N-acetyl-D-galactosamine binding lectin 
such as Arachis hypogaea agglutinin, soybean agglutinin, Ricinus 
communis agglutinin and Phytohemagglutinin; a D-mannose binding 
lectin such as Concanavalin A, Lens culinaris agglutinin and Pisum 
sativum agglutinin; a N-acetylglucosamine binding lectin such as Wheat 
germ agglutinin and Datura stramonium agglutinin; a sialic acid binding 
lectin such as Limulus polyphemus agglutinin. Among them a D- 
galactose or N-acetyl-D-galactosamine binding lectin and a D-mannose 
binding lectin are preferable. These specific sugar chain binding 
proteins may be used singly or in proper combination of two or more 
thereof. 

[0010] 

In the above mentioned classification of lectins, "X binding lectin" 
means that a lectin which is once bound to a suitable sugar chain 
immobilized on an affinity column is easily eluted by "X". For 
example, "a D-galactose or N-acetyl-D-galactosamine binding lectin" 
means a lectin once bound to a suitable sugar chain immobilized on an 
affinity column is easily eluted by D-galactose or N-acetyl-D- 
galactosamine. 
[0011] 

The antibody capable of recognizing a modified sugar chain 
structure of CEAs may be either of a polyclonal antibody or a monoclonal 
antibody prepared in accordance with the above mentioned conventional 
methods. 

[0012] 

In the present invention, specific examples of the specific sugar 
chain are (1) those capable of binding to the above mentioned lectins (2) 
those existing in the CEAs produced from a tumor cell such as colorectal 
cancer cells and the like. More specific examples are those described 
m Yamamoto, K., Eur. J. Biochem., 143 (1), 133-144 1984 etc 
[0013] 
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A method for detection of CEAs having a modified sugar chain 
structure of the present invention is conduced by using of a CEAs binding 
antibody and a specific sugar chain binding protein in a proper 
combination, and measuring an amount of a complex of CEAs, the CEAs 
binding antibody and the specific sugar chain binding protein or 
confirming no such complex produced. 
[0014] 

A method for detecting a cancer of the present invention is 
conducted by detecting a cancer on the basis of an amount of CEAs 
having a modified sugar chain structure or an amount of other CEAs 
having a sugar chain structure other than the modified sugar chain 
structure. Specific examples of the methods are (1) a method 

comprising using an amount of a complex of CEAs, a CEAs binding 
antibody and a specific sugar chain binding protein measured by the 
above mentioned method as an indicator for the detection, (2) a method 
comprising using an amount of a complex (CEAs having a modified sugar 
chain structure) of CEAs, a CEAs binding antibody and a specific sugar 
chain binding protein and an amount of a complex (CEAs having a sugar 
chain structure other than the modified sugar chain structure) of CEAs 
and the CEAs binding antibody as an indicator for the detection, and (3) a 
method comprising measuring an amount of a complex (CEAs having a 
sugar chain structure other than the modified sugar chain structure) of 
CEAs and a CEAs binding antibody and an amount of a complex (CEAs 
having a modified sugar chain structure) of CEAs, the CEAs binding 
antibody and a specific sugar chain binding protein, calculating a ratio of 
the amount of the latter complex relative to the total amount of these 
complexes, in other words, calculating a ratio of CEAs forming the 
complexes together with a CEAs binding antibody and a specific sugar 
chain binding protein, and using the ratio as an indicator for the 
detection. 
[0015] 

Namely, in the present invention, specific examples of the 
concrete analyte(s) to be measured are total CEAs, CEAs having a 
modified sugar chain structure, CEAs having a sugar chain structure 
other than the modified sugar chain structure and the like. CEAs are 
decomposed into various fragments in a living body, and these fragments 
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are also included in the analyte to be measured of the present invention 
so long as it is one capable of binding to a CEAs binding antibody and/ or 
a specific sugar chain binding protein. These analytes may be 

measured separately or simultaneously in one shot. 
[0016] 

In other words, a ratio of an amount of CEAs having a specific 
modified sugar chain structure or CEAs having a sugar chain structure 
other than the specific one relative to the total amount of CEAs, in a 
sample to be tested, is obtained by using a CEAs binding antibody and a 
specific sugar chain binding protein such as a lectin and an antibody 
mentioned above, and this ratio is compared with a ratio obtained by 
using a normal sample, whereby existence or non-existence of a cancer in 
the sample can be confirmed. The present invention has been 

completed on the basis of the above which has been found for the first 
time by the present inventors. 

Specific examples of a method for measuring of CEAs are as 

follows. 

[0017] 

I. A method for each independently measuring analyte (s) to be 
measured 

Analyte(s), namely, for example, total CEAs, CEAs having a 
specific modified sugar chain structure, CEAs having a sugar chain 
structure other than the specific one and the like can be measured 
respectively as follows. 
[0018] 

I- 1 . A measurement of the total CEAs 

The measurement can be conducted according to a known 
method using a CEAs binding antibody. 
[0019] 

1-2. Measurement of CEAs having a specific modified sugar chain 
structure 

1-2-1) A method using an insoluble carrier containing a CEAs 
binding antibody immobilized thereon 

First, a sample derived from a living body such as plasma, serum, 
cerebrospinal fluid, various extraction solutions from body tissues, feces, 
and urine is reacted with a CEAs binding antibody immobilized on an 
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insoluble carrier to form the following immobilized complex. 

[an insoluble carrier] — a CEAs binding antibody — CEAs 

And then, after removing unnecessary coexisting substances by 
washing, the said immobilized complex is reacted with a specific sugar 
chain binding protein having a labeling substance bound thereto 
(hereinafter abbreviated as a labeled specific sugar chain binding protein) 
to form the following immobilized complex. 

[an insoluble carrier] — a CEAs binding antibody — CEAs — a 
labeled specific sugar chain binding protein 

After removing the free labeled specific sugar chain binding 
protein by washing the said immobilized complex, an amount of the 
labeling substance in the immobilized complex is measured by a suitable 
method, and an amount of CEAs having a specific modified sugar chain 
structure in the sample can be obtained by applying the obtained 
measurement value to a calibration curve showing the relationship 
between the labeling substance (measurement value) and the 
concentration of CEAs which has been previously obtained by carrying 
out the same measurement as described above except for using standard 
solutions containing known concentrations of CEAs having the specific 
modified sugar chain structure. 
[0020] 

1-2-2) A method using an insoluble carrier containing a specific 
sugar chain binding protein immobilized thereon 

First, a sample derived from a living body such as plasma, serum, 
cerebrospinal fluid, various extraction solutions from body tissues, feces, 
and urine is reacted with a specific sugar chain binding protein 
immobilized on an insoluble carrier to form the following immobilized 
complex. 

[an insoluble carrier] — a specific sugar chain binding protein — 

CEAs 

And then, after removing unnecessary coexisting substances by 
washing, the said immobilized complex is reacted with a CEAs binding 
antibody having a labeling substance bound thereto (hereinafter 
abbreviated as a labeled CEAs binding antibody) to form the following 
immobilized complex. 



11 




[an insoluble carrier] — a specific sugar chain binding protein — 
CEAs — a labeled CEAs binding antibody 

After removing the free labeled CEAs binding antibody by washing 
the said immobilized complex , an amount of the labeling substance in 
the immobilized complex is measured by a suitable method, and an 
amount of CEAs having a specific modified sugar chain structure in the 
sample can be obtained by applying the obtained measurement value to a 
calibration curve showing the relationship between the labeling 
substance (measurement value) and a concentration of CEAs which has 
been previously obtained by carrying out the same measurement as 
described above except for using standard solutions containing known 
concentrations of CEAs having the specific modified sugar chain 
structure. 
[0021] 

1-2-3) A method using a labeled specific sugar chain binding 
protein and a high performance liquid chromatography (HPLC) 

First, a sample derived from a living body such as plasma, serum, 
cerebrospinal fluid, various extraction solutions from body tissues, feces, 
and urine is reacted with a labeled specific sugar chain binding , protein 
and a noncompetitive CEAs binding antibody to form the following 
immobilized complex. 

a labeled specific sugar chain binding protein — CEAs — a 
noncompetitive CEAs binding antibody 

And then, the said complex is separated from the free labeled 
specific sugar chain binding protein by using HPLC packed with a 
suitable carrier or an electrophoresis method, and an amount of the 
labeling substance in the complex is measured by a suitable method. 

An amount of CEAs having a specific modified sugar chain 
structure in the sample can be obtained by applying the obtained 
measurement value to a calibration curve showing the relationship 
between the labeling substance (measurement value) and a 
concentration of CEAs which has been previously obtained by carrying 
out the same measurement as described above except for using standard 
solutions containing known concentrations of CEAs having the specific 
modified sugar chain structure. 
[0022] 
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1-3. A measurement of CEAs having a sugar chain structure other 
than the specific one 

1-3-1) A method using a free specific sugar chain binding protein 

First, a sample derived from a living body such as plasma, serum, 
cerebrospinal fluid, various extraction solutions from body tissues, feces, 
and urine is reacted with a specific sugar chain binding protein to 
produce a complex of CEAs having a specific modified sugar chain 
structure and a specific sugar chain binding protein (hereinafter, if 
necessary, abbreviated as a binding protein bound CEAs). 

And then, a sample containing only a CEAs having a sugar chain 
structure other than the specific one (hereinafter, if necessary, 
abbreviated as a nonbound CEAs) is obtained by separating the binding 
protein bound CEAs and the CEAs having no specific sugar chain binding 
protein bound thereto, in other words, a nonbound CEAs from the 
sample by using a known separating method such as a centrifuge method, 
a gel filtration method, a molecular fractionation membrane method and 
an electrophoresis method. 

An amount of nonbound CEAs can be measured by measuring 
CEAs in the sample obtained above which contains only a nonbound 
CEAs by a known method using a CEAs binding antibody. 

The sample containing only a nonbound CEAs may be prepared 
by treating the sample derived from a living body with an affinity 
chromatography using a carrier to which a specific sugar chain binding 
protein is bound. 
[0023] 

1-3-2) A method using a free specific sugar chain binding protein 
First, a CEAs binding antibody immobilized on an insoluble 
carrier is reacted with a sample derived from a living body such as plasma, 
serum, cerebrospinal fluid, various extraction solutions from body 
tissues, feces, and urine to form the following immobilized complex, 
[an insoluble carrier] — CEAs binding antibody — CEAs 
And then, after removing unnecessary coexisting substances by 
washing, the said immobilized complex is reacted with a specific sugar 
chain binding protein, and further reacted with a competitive CEAs 
binding antibody having a labeling substance bound thereto (hereinafter 
abbreviated as a labeled competitive CEAs binding antibody) to form the 
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following immobilized complexes. 

[an insoluble carrier] — CEAs binding antibody — CEAs — a 
specific sugar chain binding protein 

[an insoluble carrier] — CEAs binding antibody — CEAs — a 
labeled competitive CEAs binding antibody 

After removing the free labeled competitive CEAs binding antibody 
by washing the said immobilized complexes, an amount of the labeling 
substance in the immobilized complexes is measured by a suitable 
method, and an amount of nonbound CEAs in the sample can be 
obtained by applying the obtained measurement value to a calibration 
curve showing the relationship between the labeling substance 
(measurement value) and a concentration of CEAs which has been 
previously obtained by carrying out the same measurement as described 
above except for using standard solutions containing known 
concentrations of CEAs having a sugar chain structure other than the 
specific one, i.e., nonbound CEAs. 
[0024] 

1-3-3) A method using an insoluble carrier having a competitive 
CEAs binding antibody immobilized thereon 

First, a sample derived from a living body such as plasma, serum, 
cerebrospinal fluid, various extraction solutions from body tissues, feces, 
and urine is reacted with a specific sugar chain binding protein to 
produce a binding protein bound CEAs, and this sample is reacted with a 
competitive CEAs binding antibody immobilized on an insoluble carrier 
to form the following immobilized complex. 

[an insoluble carrier] — a competitive CEAs binding antibody — 
a nonbound CEAs 

And then, after removing unnecessary coexisting substances by 
washing, the said immobilized complex is reacted with a labeled CEAs 
binding antibody to form the following immobilized complex. 

[an insoluble carrier] — a competitive CEAs binding antibody — 
a nonbound CEAs — a labeled CEAs binding antibody 

After removing the free labeled CEAs binding antibody by washing 
the said immobilized complex, an amount of the labeling substance in the 
immobilized complex is measured by a suitable method, and an amount 
of nonbound CEAs in the sample can be obtained by applying the 
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obtained measurement value to a calibration curve showing the 
relationship between the labeling substance (measurement value) and a 
concentration of CEAs which has been previously obtained by carrying 
out the same measurement as described above except for using standard 
solutions containing known concentrations of nonbound CEAs. 
[0025] 

1-3-4) A method using a labeled competitive CEAs binding 
antibody and HPLC 

First, a sample derived from a living body such as plasma, serum, 
cerebrospinal fluid, various extraction solutions from body tissues, feces, 
and urine is reacted with a specific sugar chain binding protein to 
produce a binding protein bound CEAs, and this sample is reacted with a 
labeled competitive CEAs binding antibody to form the following complex, 
a nonbound CEAs — a labeled competitive CEAs binding antibody 
And then, the said complex is separated from the free labeled 
competitive CEAs binding antibody by using HPLC packed with a suitable 
carrier or an electrophoresis method, and an amount of the labeling 
substance in the complex is measured by a suitable method. 

An amount of nonbound CEAs in the sample can be obtained by 
applying the obtained measurement value to a calibration curve showing 
the relationship between the labeling substance (measurement value) 
and a concentration of CEAs which has been previously obtained by 
carrying out the same measurement as described above except for using 
standard solutions containing known concentration of nonbound CEAs. 

In the above mentioned method, an amount of CEAs having a 
modified sugar chain structure (a binding protein bound CEAs) can also 
be obtained by subtracting the amount of CEAs having a sugar chain 
structure other than the specific one (a nonbound CEAs) from the 
amount of the total CEAs, and the amount of CEAs having a sugar chain 
structure other than the specific one (a nonbound CEAs) can be obtained 
by subtracting the amount of CEAs having a specific modified sugar 
chain structure (a binding protein bound CEAs) from the amount of the 
total CEAs. 
[0026] 

II. A method for measuring analyte(s) to be measured in one shot 
II- 1. A method using a labeled CEAs binding antibody and a 
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specific sugar chain binding protein 

The measurement can be conducted as follows according to the 
method described in JP-A 7-191027 using a CEAs binding antibody. 

Namely, first, a sample derived from a living body such as plasma, 
serum, cerebrospinal fluid, various extraction solutions from body 
tissues, feces, and urine is reacted with a labeled CEAs binding antibody 
and a specific sugar chain binding protein to produce the following 
complexes. 

a labeled CEAs binding antibody — CEAs 

a labeled CEAs binding antibody — CEAs — a specific sugar 
chain binding protein 

And then, these complexes and a free labeled CEAs binding 
antibody are each independently separated from the sample by using 
HPLC packed with a suitable carrier or an electrophoresis method, and 
an amount of the labeling substance in the each complexes is measured 
by a suitable method. 

Amounts of CEAs having a specific modified sugar chain 
structure and CEAs having a sugar chain structure other than the 
specific one, and the total amount of these CEAs, i.e., all CEAs can be 
obtained in one shot by applying the obtained measurement values to a 
calibration curve showing the relationship between the labeling 
substance (measurement value) and a concentrations of various CEAs 
which has been previously obtained by carrying out the same 
measurement as described above expect for using standard solutions 
containing known CEAs having a specific modified sugar chain structure 
and/or CEAs having a sugar chain structure other than the specific one. 

As the method for separating the complexes and free labeled CEAs 
binding antibody, a method using a HPLC is preferable, because it is easy 
to operate and possible to use repeatedly. 

And as the CEAs binding antibody to be used, a noncompetitive 
one is preferable. 
[0027] 

II-2. A method using a noncompetitive CEAs binding antibody, a 
competitive CEAs binding antibody and a specific sugar chain binding 
protein 

First, a sample derived from a living body such as plasma, serum, 
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cerebrospinal fluid, various extraction solutions from body tissues, feces, 
and urine is reacted with a noncompetitive CEAs binding antibody having 
a suitable labeling substance bound thereto (hereinafter abbreviated as a 
labeled noncompetitive CEAs binding antibody), a competitive CEAs 
binding antibody and a specific sugar chain binding protein to form the 
following complexes. 

a labeled noncompetitive CEAs binding antibody — CEAs — a 
competitive CEAs binding antibody 

a labeled noncompetitive CEAs binding antibody — CEAs — a 
specific sugar chain binding protein 

And then, these complexes and the free labeled noncompetitive 
CEAs binding antibody are each independently separated from the 
sample by using HPLC packed with a suitable carrier or an 
electrophoresis method, and an amount of the labeling substance in 
each of the complexes is measured by a suitable method. 

CEAs having a specific modified sugar chain structure and CEAs 
having a sugar chain structure other than the specific one, and the total 
amount of these CEAs, i.e., all CEAs can be obtained in- one shot by 
applying the obtained measurement values to a calibration curve 
showing the relationship between the labeling substance (measurement 
value) and a concentrations of various CEAs which has been previously 
obtained by carrying out the same measurement as described above 
except for using standard solutions containing known CEAs having a 
specific modified sugar chain structure and/or CEAs having a sugar 
chain structure other than the specific one. 

As the method for separating the complexes and the free labeled 
noncompetitive CEAs binding antibody, a method using a HPLC is 
preferable, because it is easy to operate and possible to use repeatedly 
[0028] 

II-3. A method using a labeled CEAs binding antibody, a 
competitive CEAs binding antibody and a specific sugar chain binding 
protein 

First, a sample derived from a living body such as plasma, serum, 
cerebrospinal fluid, various extraction solutions from body tissues, feces, 
and urine is reacted with a labeled CEAs binding antibody, and after the 
reaction, the reaction solution is further reacted with a specific sugar 
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chain binding protein and a competitive CEAs binding antibody to form 
the following complexes. 

a labeled CEAs binding antibody — CEAs — a competitive CEAs 
binding antibody 

a labeled CEAs binding antibody — CEAs — a specific sugar 
chain binding protein 

And then, these complexes and the free labeled CEAs binding 
antibody are each independently separated from the sample by using 
HPLC packed with a suitable carrier or an electrophoresis method, and 
an amount of the labeling substance in each of the complexes is 
measured by a suitable method. 

CEAs having a specific modified sugar chain structure and CEAs 
having a sugar chain structure other than the specific one, and the total 
amount of these CEAs, i.e., all CEAs can be obtained in one shot by 
applying the obtained measurement values to a calibration curve 
showing the relationship between the labeling substance (measurement 
value) and a concentrations of various CEAs which has been previously 
obtained by carrying out the same measurement as described above 
except for using standard solutions containing known CEAs having a 
specific modified sugar chain structure and/ or CEAs having a sugar 
chain structure other than the specific one. 

Further, in the above mentioned method, it is preferable to react 
the reaction product of the labeled CEAs binding antibody, after the 
reaction, further with a CEAs binding antibody having an epitope 
different from that of a labeled CEAs binding antibody. According to 
the mentioned above, it is possible to make larger the difference between 
the property of the complex and that of the ingredients in the serum 
which influence upon the measurement, whereby the influence by the 
ingredients in the serum can be lowered, and thus more accurate 
measurement can be attained. 

As the method for separating the complexes and the free labeled 
noncompetitive CEAs binding antibody, a method using a HPLC is 
preferable because it is easy to operate and possible to use repeatedlv 
[0029] 

The known method for measuring CEAs using a CEAs binding 
antibody can be conducted by using, for example, a CEAs binding 
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antibody as a anti-CEAs antibody, according to an immunological 
method such as so-called enzyme immunoassay (EI A), radio 
immunoassay (RIA), enzyme-linked immunosorbent assay (ELISA) and a 
method using a HPLC described in JP-A 9-301995 etc. 

The measurement principle may be any of a Sandwich method, a 
competitive method, a double antibody method, etc. 

As the insoluble carrier used to immobilize the various CEAs 
binding antibody or the specific sugar chain binding protein, there can be 
exemplified by the following ones which have usually been used in the 
field of the above mentioned immunological method: e.g. an insoluble 
carrier such as a bead, a tube, a tray formed with many tubes and a 
microtiterplate, which are prepared from a metal, a glass, a ceramic, a 
silicone rubber and synthetic polymers such as polystylene, polyvinyl 
chloride, polypropylene, acryl polymers and polymethylacrylate. As 
the method for immobilizing the various CEAs binding antibody or the 
specific sugar chain binding protein to the insoluble carrier, there can be 
exemplified by methods usually used in the field of the above mentioned 
immunological method such as a physical absorption method and a 
chemical absorption method. 
[0030] 

As the labeling substance to be bound to the CEAs binding antibody or 
the specific sugar chain binding protein in the present invention includes, 
for example, enzymes such as alkaline phosphatases, 0 -galactosidase 
peroxidase (POD), micro-peroxidase, glucose oxidase, glucose-6- 
phosphate dehydrogenase, acetylcholine esterase, malate dehydrogenase 
and luciferase, which are used, for example, in enzyme immunoassay 
(EI A); radioisotopes such as "To, 131 I, 125 I, "C, and 3 H, which have been 
used, for example, in radioimmunoassay (RIA); fluorescence substances 
such as fluorescein, dancyl, fluorescamine, cumarin, europium, 
naphthylamine and their derivatives, which have been used, for example, 
in fluoroimmunoassay (FIA); luminescent substances such as luciferin,' 
isoluminol, luminol and bis(2,4,6-triflorophenyl) oxalate; substances 
having absorption in UV-ray region, such as phenol, naphthol, 
anthracene and their derivatives; and substances having spin-labeling 
properties, which are represented by compounds having an oxyl group, 
such as 4-amino-2,2,6,6-tetramethylpiperidin-l-oxyl, 3-amino-2,2,5,5- 
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tetramethylpyrrolidin-l-oxyl and 2,6-di-t-butyl- a-(3,5-di-t-butyl-4-oxo- 
2 , 5-cyclohexadien- 1 -ylidene) -p- tolyloxyl . 
[0031] 

As the method for binding the above mentioned labeling 
substances to the various CEAs binding antibody or the specific sugar 
chain binding protein, (i.e. a method for labeling the above mentioned 
labeling substances to the various CEAs binding antibody or the specific 
sugar chain binding protein), there can be exemplified by a known 
standard method usually used, for example, in conventional EIA, RIA and 
FIA. 

As the labeling method, use may be made of a known method 
using a reaction of avidin (or streptoavidin) with biotin. 
[0032] 

As an apparatus to be used in the method of the present invention 
for using HPLC, there can be exemplified by one usually used in this field. 

In the method of using HPLC of the present invention, in order to 
separate completely the complex from the free labeled CEAs binding 
antibody (or the free labeled specific sugar chain binding protein), the 
CEAs binding antibody or the specific sugar chain binding protein to 
which a substance to improve the separation effect (hereinafter 
abbreviated as a separation-improving substance) is bound can be used. 
[0033] 

The separation-improving substance to be used for such purpose 
includes, for example, proteins such as a -chymotrypsinogen, £ - 
galactosidase, lysozyme, cytochrome C and trypsin inhibitors; peptides 
containing aminoacids such as phenylalanine, proline, arginine, lysin, 
aspartic acid and glutamic acid; halogen atoms such as bromine, 
chlorine and iodine; synthetic polymers such as polyethylene glycol; 
poly(amino acid)s such as poly(glutamic acid)s, poly(aspartic acid)s, 
polylysines, polyarginines, polyphenylalanines and polythyrosines; 
compounds containing alkyl chains having 3 to 10 carbon atoms such as 
fatty acids (e.g. palmitic acid, oleic acid, stearic acid, etc.); chemical 
substances which have a reactive group capable of binding to a CEAs 
binding antibody or a specific sugar chain binding protein and have 
hydrophobic or ionic properties such as N-( e 
maleimidocaproyloxy)succinimide (hereinafter abbreviated as EMCS), N- 
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succinimidyl-6-maleimidohexanoate, bismaleimidohexane (hereinafter 
abbreviated as BMH) and octylamine; peptides containing a strong acid 
residue described in JP-A 9-301995 such as 4-(p- 
maleimidophenyl)butyryl-alanine-(tyrosine(S0 3 H)) 5 and 4-(p- 
maleimidophenyl)butyryl-alanine-(tyrosine(S0 3 H)) 8 . The separation- 
improving substance may be used by properly considering properties (e.g. 
pH stability, hydrophobicity, solubility in an aqueous solution, isoelectric 
point, etc.) of CEAs, the CEAs binding antibody and the specific sugar 
chain binding proteins as the analyte(s) to be measured. 
[0034] 

The method for binding the separation-improving substance to 
the CEAs binding antibody and/or the specific sugar chain binding 
protein can be conducted according to a known method such as (1) a 
known method for binding the labeling substance to the antibody usually 
used in a known EIA, RIA and FIA (e.g. Yuichi Yamamura "Igaku Jikken 
Koza Vol. 8" 1st ed . , NAKAYAMA-SHOTEN Ltd., 1971; Akira Kawano 
"Zusetsu Keikokotai" 1st ed., Soft Science, Inc., 1983; and Eiji Ishikawa, 
Tadashi Kawai and Kiyoshi Miyai "Koso Men-eki Sokuteiho" 2nd ed., 
IGAKU-SHOIN Ltd., 982), (2) a known method for modifying and binding 
a substance (e.g. Ikuzo Uritani, Kensuke Shimura, Michinori Nakamura 
and Masaru Funazu "Chemical Modification of Proteins Vols 1 and 2" 1st 
ed., GAKKAI-SHUPPAN CENTER Ltd., 1981; Yuji Inada et al. 
"Polyethylene Glycol-Modified Proteins" Seikagaku Vol. 62, No. 11, pp. 
1351-1362, Japanese Biochemical Association, 1990; and Georg H. K. 
and Mark M. M. "DNA PROBES" STOCKTON PRESS, 1989). 
[0035] 

The detection of a cancer can be conducted by using, in proper 
combination, the total amount of CEAs, an amount of the CEAs having a 
specific modified sugar chain structure and an amount of the CEAs 
having a sugar chain structure other than the specific one, which are 
obtained by the present invention. 

And further, a kind of a cancer (a region of existence of a cancer) 
can also be determined by conducting the measurement with the use of 
plural kinds of the specific sugar chain binding proteins and analyzing 
the results. 
[0036] 
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The kit for detection of CEAs of the present invention is used for 
the above mentioned method of the present invention and comprises the 
CEAs binding antibody and the specific sugar chain binding protein. 
Preferable properties and specific examples of the main constituents of 
the kit are as described above. 
[0037] 

The kit may contain reagents usually used in the art, such as 
buffers, reaction accelerators, sugars, proteins, salts, stabilizers (e.g. 
surfactants) and antiseptics, so long as they do not decrease the stability 
of reagents and do not inhibit the reaction of CEAs, the CEAs binding 
antibody and/or the specific sugar chain binding protein. The ' 

concentrations of the reagents may be properly chosen from ranges 
usually employed in the art. 
[0038] 

The kit may contain metal ions such as magnesium ions which 
have been well known to affect the activity and stability of a lectin 
[0039] 

As the buffers usable in the reagent or kit of the present invention, 
there can be exemplified by all buffers usually used in 
immunotubidimetry, immunonephelometry, RIA and EIA, such as Tris 
buffers, phosphate buffers, veronal buffers, borate buffers and Good's 
buffers. The pH upon the reaction for measurement is not 

particularly limited so long as it dose not inhibit the antigen-antibody 
reaction and the reaction of the CEAs with the lectin. The pH is 
generally in the range of 6 to 10. 
[0040] 

The present invention is explained below in further detail with 
reference to Examples, which are not by way of limitaion but by way of 
illustration. 
[0041] 
[Examples] 

Example 1 Method for separately measuring the sugar chains of CEAs 
(POD labeled CEAs binding antibody) 

Anti-CEA antibody (available from Wako Pure Chemical 
Industries, Ltd.) was used as a CEAs binding antibody. This 
antibody was made into Fab' by a conventional method, and this Fab' was 
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bound to POD by a conventional method, whereby a POD labeled CEAs 

binding antibody was obtained. 

(Sample) 

CEA (available from COSMO-Bio, Ltd.) was dissolved in 50 mM 
phosphate buffer (pH 6.5) containing 0.9 % NaCl and 1 % BSA to prepare 
a solution of a concentration of 1,000 ng/ml. The solution was used as a 
sample. 

(Apparatus for analyzing and reagents for separately measuring the 
sugar chains of CEAs) 

The following apparatus and reagents were used. 
(HPLC conditions) 

Apparatus for analyzing: HPLC (LC-9A, available from Shimazu 

Corporation.) 

Column for analyzing: Diol-300, 8.0 mm in diameter X 300 mm 

(available from Wako Pure Chemical 
Industries, Ltd.), a molecular weight by 
gel filtration of 22,000 to 660,000 

Eluent for analyzing: 50 mM PBS pH 7.5 

Substrate solution for analyzing: 25 mM acetoamidophenol (15 

mM citric acid buffer, pH 5.5) 
Flow rate: eluent 1 ml/min., substrate solution 0.1 ml/min. 
Detection: Ex 328 nm, Em 432 nm 
(Analyzing procedure) 

(1) Confirmation of an eluting position of the CEAs binding antibody 

To 30 ul of pure water was added 30 ul of the POD labeled 
CEAs binding antibody solution (a concentration of antibody 1 x 1 0 - 8 M) 
followed by incubating at 30 t for 30 minutes. And then, 30 ul of 
thus obtained mixture was passed through a gel filtration column, and 
the substrate solution for the analysis was added to the effluent on-line to 
conduct a reaction at 60 V for 30 seconds, and an amount of 
fluorescence produced by the reaction was detected. 
(2) Confirmation of an eluting position of total CEAs 

To 30 ix 1 of the sample was added 30 u 1 of the POD labeled CEAs 
binding antibody solution (a concentration of antibody: 1 x l 0 « M) 
followed by allowing a reaction to take place at 30 K for 30 minutes' 
And then, 30 ul of thus obtained reaction solution was passed through a 
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T^TfZ ^r"- ^ SUbStrate so,ution fOT was 
added to the effluent on-line to conduct a reaction at 60 t for 30 

detected. ^ am ° Unt ° f flU ° reSCence P roduced reaction was 

(3) Confirmation of an eluting position of total CEAs having a specific 
modified sugar chain structure specmc 

To 30 Bl of ^Ple was added 30 «1 of the POD labeled CEAs 
binding antibody solution (a concentration of antibody: 1 X 10- Ml 
followed by allowing a reaction to take place at 30 t for 30 minutes 
And then, 30 « 1 of 50 mM phosphate buffer solution (pH 6 5 a 
concentration of antibody: 1 x 10 " M) containing an antibody against 
Le which was a specific sugar chain binding protein (available from 
Signet corporation), 0.9 % NaCl and 1 % BSA was added to the reaction 
solution, followed by allowing a reaction to take place at 30 V for 30 
minutes. After the reaction, 30 „ 1 of thus obtained reaction solution 
was passed through a gel filtration column and, the substrate solution for 
the analysis was added to the effluent on-line to conduct a reaction at 
60 V for 30 seconds, and an amount of fluorescence produced by the 
reaction was detected. 

[0042] 
(Results) 

Pig. 1 shows an analyzing pattern obtained by HPLC 

lahe, ^ ° tthe Fig ' 1 (a) " " WaS found toe free POD 

tae of T* t ^°' antib ° dy ClUted " ** °< ~>" 

cTa71 H T^" ° n ^ h3nd - When POD labeled 

CEAs binding antibody was reacted with the sample, the peak 1 for a 

complex of the CEAs and the POD labeled CEAs binding antibody 
appeared at the position of retention time of about 8.5 minutes (Pig 1 ,b)f 
and when the specific sugar chain binding antibody was added to the 

SrH T^£° dUCt t0 ° aUSe 3 reCti0n - *" ^ 2 for a ^P 1 - of the 
POD labeled CEAs binding antibody, CEAs and the specific sugar chain 

binding antibody appeared a, the position of retention time of about 7 5 
minutes (F,g. l , c) , the same experiment ^ 

also conducted by using an anti-Le* antibody in place of the anti-Le» 
anhbody, appearance of the peak 2 for a complex of the POD !abeled 
CEAs binding antibody, CEAs and the specific sugar chain binding 
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antibody (peak 2) was confirmed. 
[0043] 

otta k F T ab ° Ve ' ^ meth ° d ° f the P resent Mention using the 
CEAs binding antibody and the specific sugar chain binding protein it 

Z Z^eI ^ CEAS ^ a SP6CifiC m ° dified ^ Structure 
and the CEAs having a sugar chain structure other than the specific one 
can be separately detected. 
[0044] 

S£ 2 DeteCa ° n ° f 3 ^ by method ° f present 

(POD labeled CEAs binding antibody) 

A POD labeled CEAs binding antibody was prepared by the same 
manner as Example 1. 
(Samples) 

oatientf TT 168 ' thCre WCre USCd ninC ^ ° riginated from «»oer 
paints and four sera originated from normal human beings (normal 

(Method for separately measuring the various CEAs) 

Using the same apparatus and reagents as Example 1, the 
following was conducted The HPir , 
Example 1 conditions were the same as in 

(Analyzing procedure) 

(1) To 30 Ml of the sample was added 30 »l of the POD labeled CEAs 
binding antibody solution (a concentration of antibody: 1 x 10- M) 
followed by allowing a raction to take place at 30 * for 30 minutes.' 
And then, 30 M of 50 mM phosphate buffer solution (p H 6 5 a 
concentration of antibody: 1 X 10- M) containing an antibody against 
any one of S Le>, S-Le*, Le* and Le* which was a specific su^ar chatn 
protein (antibody) (an anti-S-Le* antibody and an anti-S-Le* antibody are 
avai^ble from Wako Pure Chemical Industries, Ltd., and an anti-Le" 

0 T/1T antib °* r ^ aVailaWe fr ° m Signet corporation). 

0 9 /o NaCl and 1 % BSA was added to the reaction solution, followed by 
allowing a reaction to take place at 30 r for 30 minutes 

™ r\ t fter ^ reaCti ° n ' 30 U 1 ° f ^ ° btained reaction s <^tion was 
passed through a gel filtration column and, the substrate solution for the 
analysis was added to the effluent on-line to conduct a reaction at 60 V 



25 



for 30 seconds, and an amount of fluorescence produced by the reaction 
was detected. 

(Concentration of CEAs and calculation method) 

A ratio (%) of the amount of the CEAs having a specific modified 
sugar chain structure relative to the amount of total CEAs was calculated 
by applying the results obtained according to the above mentioned 
method to the following equation. In the equation, peak 1 was the 
peak for a complex of the CEAs and the POD labeled CEAs binding 
antibody, and peak 2 was the peak for a complex of the POD labeled CEAs 
binding antibody, CEAs and the specific sugar chain binding antibody. 

A ratio (%) of the amount of the CEAs having a specific modified 
sugar chain structure relative to the amount of total CEAs = [a peak area 
for the peak 2 / (a peak area for the peak 1 + a peak area for the peak 2)1 
x 100 

The results obtained were shown in Table 1 . 
[0045] 
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Table 1 



Sample 

(1 t*i crt try 

vvriglll 


A ratio (%) < 
specific anti- 
CEAs havir 
structure) re 


■>f the amount of the CEAs reacted to a 
■sugar chain antibody (an amount of the 
lg a specific modified sugar chain 
lative to the amount of total CEAs 


Anti-S-Le a 
antibody 


Anti-S-Le x 
antibody 


I Anti-Le a 
antibody 


Anti-Le*' 
antibody 




% 


% 


% 
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Rectum cancer 


1.6 




1.1 




- Colon cancer 








2.0 


Lung cancers 


2.3 


3.1 


2.2 
2.2 




-Liver cancer 


c 5.9 








Oropharyngeal 
Cancer 


17.7 








Breast cancer 




3.3 




5.4 


cervix uteri 
Cancer 


C8..1 


, 6,4 






Matastasis of 
bone marrow 
lymph nofie 




^ 1?2 






Normal human 
Beings 











[0046] 

As is clear from Table 1, no CEAs having a specific modified sugar 
chain structure was detected from normal human beings. On the 
other hand, from sera originated from cancer patients, various CEAs 
having a modified sugar chain structure were detected, and it was 
confirmed that varieties of sugar chain structures differed among the 
kinds of cancers. 

For example, in rectum cancer, S-Le a and Le a were detected, and 
in colon cancer, Le*; in lung cancer, S-Le a , S-Le x and Le a ; in liver cancer 
and oropharyngeal cancer, S-Le a ; in breast cancer, S-Le x and Le^ in 
cervix uteri cancer, S-Le a and S-Le x ; in matastasis of bone marrow lymph 
node, S-Le x were detected respectively. Namely, it is found that the 
kinds of the modified sugar chain structures differ among the kinds of 
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cancers. 

From the above, it is suggested that the method for separately 
measuring the various CEAs can be used for detecting cancers and is 
extremely useful for defining the kinds of cancers. 
[0047] 
[Effect of Invention] 

The present invention provides an easy and simple method for 
separately measurement of CEAs having a modified sugar chain 
structure and a kit used in said method. By using, in proper 

combination, the measurement results on various CEAs obtained by the 
method of the present invention, existence or non-existence of cancers 
and the kinds of the cancers can be also detected 
[0048] 

[Brief Explanation of Figures] 
[Fig. 1] 

Fig. 1 shows an analysis pattern of a sample which was obtained 
by a high performance liquid chromatography (HPLC) in Example 1. 
Fig. 1 (a) is an elution pattern of a POD labeled CEAs binding antibody, 
Fig. 1 (b) is an elution pattern of a complex of CEAs and a POD labeled 
CEAs binding antibody (peak 1), and Fig. 1 ( c ) is an elution pattern of a 
complex of CEAs and a POD labeled CEAs binding antibody (peak 1) and 
a complex of CEAs, a POD labeled CEAs binding antibody and a specific 
sugar chain binding protein (antibody) (peak 2). 
[Explanation of Symbols] 

In Fig. 1, 1 shows peak 1. 

In Fig. 1, 2 shows peak 2. 
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[Name of Document] Abstract 
[Abstract] 

asis of ceas — «* - * ~- • * 

f„ A , I 80 '"? meanSl PreSent inVention re,ates t° a method 

for detect,™ of carcinoembryonic antigens (hereinafter abbreviated as 
CEAs, havmg modifled sugar chajn strucmre wh . ch 

antxbody agamst a constant region of CEAs and a protein capable of 
recogmzmg a modified sugar chain structure of CEAs, a method for 
detecung a cancer which comprises using an amount of CEAs having a 
mod ,fied sugar chain structure and a kit for detection of CEAs having a 
modified sugar chain structure which comprises an antibody against a 

ZTh reg 7 ° f CEAS ^ 3 Pr ° tein ° aPable modified 
sugar chain structure of CEAs. 

[Selected Drawing] None. 
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